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Abstract
RNA-DNA hybrids are naturally occurring obstacles that must be overcome by the DNA rep-
lication machinery. In the absence of RNase H enzymes, RNA-DNA hybrids accumulate,
resulting in replication stress, DNA damage and compromised genomic integrity. We dem-
onstrate that Mph1, the yeast homolog of Fanconi anemia protein M (FANCM), is required
for cell viability in the absence of RNase H enzymes. The integrity of the Mph1 helicase
domain is crucial to prevent the accumulation of RNA-DNA hybrids and RNA-DNA hybrid-
dependent DNA damage, as determined by Rad52 foci. Mph1 forms foci when RNA-DNA
hybrids accumulate, e.g. in RNase H or THO-complex mutants and at short telomeres.
Mph1, however is a double-edged sword, whose action at hybrids must be regulated by the
Smc5/6 complex. This is underlined by the observation that simultaneous inactivation of
RNase H2 and Smc5/6 results in Mph1-dependent synthetic lethality, which is likely due to
an accumulation of toxic recombination intermediates. The data presented here support a
model, where Mph1’s helicase activity plays a crucial role in responding to persistent RNA-
DNA hybrids.
Author summary
DNA damage can either occur exogenously through DNA damaging agents such as UV
light and exposure to chemotherapeutics, or endogenously via metabolic, cellular pro-
cesses. The RNA product of transcription, for example, can engage in the formation of
RNA-DNA hybrids. Such RNA-DNA hybrids can impede replication fork progression
and cause genomic instability, a hallmark of cancer. The misregulation of RNA-DNA
hybrids has also been implicated in several neurological disorders. Recently, it has become
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evident that RNA-DNA hybrids may also have beneficial roles and therefore, these struc-
tures have to be tightly controlled. We found that Mph1 (mutator phenotype 1), the bud-
ding yeast homolog of Fanconi Anemia protein M, counteracts the accumulation of RNA-
DNA hybrids. The inactivation of MPH1 results in a severe growth defect when combined
with mutations in the well-characterized RNase H enzymes, that degrade the RNA moiety
of an RNA-DNA hybrid. Based on the data presented here, we propose a model, where
Mph1 itself has to be kept in check by the SMC (structural maintenance of chromosome)
5/6 complex at replication forks stalled by RNA-DNA hybrids. Mph1 acts as a double-
edged sword, as both its deletion and the inability to control its helicase activity cause
DNA damage and growth arrest when RNA-DNA hybrids accumulate.
Introduction
RNA-DNA hybrids can form during transcription when the nascent RNA base pairs with the
template strand of the DNA. This results in a 3-stranded structure, referred to as an R-loop
[1, 2]. R-loops lead to DNA replication stress and hence increased rates of DNA breakage,
unscheduled recombination, and genome rearrangements [3, 4]. It is unclear exactly how R-
loops cause replication stress, but it may be linked to their ability to promote local chromatin
compaction [5]. R-loops can be removed by the RNase H enzymes (RNase H1 and RNase H2),
which can degrade the RNA moiety of an RNA-DNA hybrid molecule. In yeast, RNase H1 is
encoded by the RNH1 gene, while the RNase H2 enzyme is a trimeric complex made up of the
gene products of RNH201 (the catalytic subunit), RNH202, and RNH203 [6, 7]. Mutations in
all three subunits of RNase H2 have been linked to the neurological auto-immune disorder,
Aicardi-Goutières syndrome (AGS) [8].
In addition to RNase H-mediated hybrid degradation, the THO complex counteracts
the accumulation of RNA-DNA hybrids. The THO complex is a transcription-coupled RNA
processing complex that limits the formation of RNA-DNA hybrids in a co-transcriptional
manner [9] by “capturing” the nascent RNA and ensuring that it gets efficiently exported. Fur-
thermore, multiple helicases have been implicated in RNA-DNA hybrid removal via displace-
ment of the RNA strand, including yeast Pif1 [10] and Sen1 [11], human SETX (the equivalent
of yeast Sen1) [12], AQR [13], DDX19 [14], DDX23 [15], DDX1 [16] and DDX21 [17]. When
R-loop removal factors are inactivated, many DNA repair genes (namely those involved in
homologous recombination) become essential, underlining the propensity of R-loops to pro-
mote DNA damage as a result of replication stress [1, 2]. RNA-DNA hybrids exist at telomeres
in yeast and human cells and promote homology-directed repair [18–20] demonstrating their
involvement in telomere maintenance. As telomeres shorten, RNA-DNA hybrids accumulate
together with increased levels of the long non-coding RNA, telomeric repeat-containing RNA
(TERRA)[21–25], suggesting that telomeric RNA-DNA hybrids are made up of TERRA.
The recent observations that the Fanconi Anemia repair pathway, which is involved in the
repair of DNA inter-strand crosslinks and obstacles that impede replication fork progression,
is crucial to dissolve R-loops that may block replication forks in human cells [26, 27] suggest a
relevant role of this DNA repair pathway in R-loop prevention and removal. Human FANCM
has the ability to branch migrate replication structures, resolve RNA-DNA hybrids in vitro as
well as to prevent RNA-DNA hybrid accumulation in vivo in human and chicken cells [27].
Although budding yeast cells lack a canonical Fanconi Anemia pathway, yeast Mph1 helicase
stands out as a homolog of the FANCM protein [28]. In vitro, Mph1 is able to dissociate D-
loops and promote replication fork reversal, similarly to FANCM [29]. Both the deletion and
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overexpression of yeast Mph1 are associated with increased replication stress and genome
instability [30, 31], respectively indicating that its activity is important when facing replication
stress, but must be tightly regulated in order to prevent toxicity. Interestingly, the loss of Mph1
has been reported to lead to a synthetic growth defect in the absence of RNH203 [32], pointing
to a possible role for Mph1 in R-loop regulation.
Several studies have reported that the Smc5/6 complex is a negative regulator of Mph1 [33–
35]. Two SMC subunits (Smc5 and Smc6) and 6 non-SMC elements form this highly con-
served complex, which structurally resembles the cohesin, condensin and the MRN complexes
[36]. The deletion of MPH1 is able to rescue the temperature sensitive growth defect of smc5/6
mutant alleles as well as the accumulation of X-shaped recombination intermediates after
treatment with DNA damaging agents [33–35]. Interestingly, the inactivation of the Smc5/6
complex [37, 38], as well as overexpression of Mph1 [39], have been demonstrated to drive
yeast into premature replicative senescence.
Given the observations outlined above, we set out to investigate the role of Mph1 and its
established negative regulator, Smc5/6 at RNA-DNA hybrids in vivo in the budding yeast Sac-
charomyces cerevisiae. In this study, we show that Mph1 forms nuclear foci when RNA-DNA
hybrids accumulate, i.e. in rnh1 rnh201 mutants and at short telomeres. We demonstrate that
Mph1, and in particular its helicase function, suppresses the accumulation of RNA-DNA
hybrids, at RNAPII-transcribed genes as well as at telomeres, and that in the absence of Mph1,
cells accumulate recombinogenic DNA damage in an RNA-DNA hybrid-dependent manner.
Accordingly, Mph1 becomes essential when RNA-DNA hybrid removal is strongly impaired,
as seen by the severe growth defect of the rnh1 rnh201 mph1 triple mutants. However, when
the functionality of the Smc5/6 complex is compromised, Mph1’s helicase activity becomes
deleterious in situations when RNA-DNA hybrids accumulate. We propose that Mph1 plays
an important role in RNA-DNA hybrid metabolism and that its activity has to be tightly con-
trolled by the Smc5/6 complex.
Results
Mph1 prevents the accumulation of hybrid-induced Rad52 foci
Given the involvement of the human Fanconi Anemia M protein in preventing R-loop-medi-
ated damage and RNA-DNA hybrid accumulation in vivo, we decided to address whether
yeast cells deleted for the FANCM homolog MPH1 or other candidate helicases implicated in
DNA repair are also involved in R-loop metabolism. Deletion mutants of SGS1, SRS2, MPH1,
RRM3 were assayed for the accumulation of Rad52 foci, a marker for DNA repair at sites of
damage. Genotypes were considered as specifically accumulating RNA-DNA hybrid-induced
damage when the increased number of Rad52 foci was abolished upon RNase H1 overexpres-
sion. The deletion of the RNase H enzymes (rnh1 rnh201) and HPR1, a member of the THO
complex, where R-loop accumulation has been demonstrated to account for the majority of
DNA damage [9], served as positive controls. It is worth noticing that Rad52 foci were not
fully suppressed in rnh1 rnh2 cells, which suggests that hybrids not easily accessible to RNase
H1 may accumulate in these double mutants. Although all four single gene mutants tested led
to a significant increase in Rad52 foci compared to wild type, only MPH1 deleted cells showed
an RNase H1-sensitive increase (Fig 1A). Therefore, we focused on achieving a more complete
understanding of Mph1 and its role at RNA-DNA hybrids. To rule out yeast genetic back-
ground specific effects, we confirmed the accumulation of Rad52 foci in mph1 mutants in the
W303 genetic background (Fig 1B). We performed a western blot on an endogenously tagged
Rad52 strain (Rad52-TAP) with and without RNase H1 overexpression to rule out an effect on
Rad52 protein levels (S1A Fig). This indicates that Mph1 has a role in the prevention of
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RNA-DNA hybrid formation or in minimizing the damage induced by RNA-DNA hybrids
already formed.
In order to get an indication of whether Mph1 may be acting directly at RNA-DNA hybrids,
we tested whether it forms foci in mutants that are known to accumulate hybrids. We observed
an increased frequency of endogenously expressed Mph1-GFP foci in rnh1 rnh201 double
mutant cells, where hybrids accumulate to high levels (Fig 1C). Mph1-GFP foci specifically
accumulated in rnh1 rnh201 double mutant cells in the S- or G2 phase of the cell cycle and not
in G1 (Fig 1C), suggesting that Mph1 plays a role at RNA-DNA hybrids during DNA replica-
tion to prevent the accumulation of DNA damage.
MPH1 is essential in the absence of RNase H1 and RNase H2
As Mph1 forms foci when RNA-DNA hybrids accumulate, we next investigated whether its
function becomes essential when known RNA-DNA hybrid regulating factors are impaired.
Indeed, it has been reported that the loss of MPH1 leads to growth impairment in the absence
of RNH203 in the S288C background [32]. In the BY4741 and W303 genetic backgrounds, the
mph1 rnh1 rnh201 triple mutants were either severely growth compromised or completely
inviable, respectively (Fig 1D and S1B Fig, for detailed growth curves and population doubling
times see S1C Fig). In order to test if this essential function of Mph1 occurs during S phase, we
created an allele of RNH1 (S-RNH1) that is specifically expressed in S phase, by placing
RNH1-TAP under the Clb6 promoter and fusing it to a Clb6 degron sequence [40] (Fig 1E,
S1D Fig). Compared to the rnh1 rnh201 mph1 triple mutant, the expression of Rnh1 in S phase
did not have a growth defect in rnh201 mph1 mutants (Fig 1F). Consistent with Mph1 prevent-
ing R-loop-induced damage, the slow growth of the rnh1 rnh201 mph1 mutants was associated
with a slightly increased phosphorylation of Rad53 as well as induced expression of RNR3 (Fig
1G), both being established markers for activation of the DNA damage checkpoint. To test
whether Mph1’s helicase activity is essential to restore the growth of rnh1 rnh210 mph1 triple
mutants, we reintroduced helicase-compromised Mph1 mutants, mph1-E210Q and mph1-
Q603D [34], on a plasmid by expressing them from the endogenous MPH1 promoter.
Whereas wild type Mph1 fully suppressed the growth defect and checkpoint activation, neither
Fig 1. Mph1 helicase domain prevents the accumulation of Rad52 foci, and is required in the absence of RNase H1 and
RNase H2. A. Quantification of spontaneous Rad52-YFP foci formation in WT and candidate mutant helicase strains as
well as the double mutant rnh1 rnh201 (ySLG428) and triple mutant rnh1 rnh201mph1 (ySLG611) (BY4741 background).
Cells were transformed with pWJ1314, that carries the Rad52-YFP fusion, and the empty plasmid pCM189 (-RNH) or
pCM189::RNH1 (+RNH). Average and SD of three to six independent experiments are shown. B. Rad52-GFP foci
accumulation in WT (W303.1A) and mph1 (WMPH.2B) mutant in the W303 background, with and without over-
expression of RNH.  P<0.05;  P<0.01;  P<0.001;  P<0.0001, (Student’s t-test). Blue asterisks indicate significant
differences compared to WT and red asterisks indicate statistical significance between -/+ RNH conditions for each mutant.
Average and SD of three independent experiments are shown. C. Left panel: Representative image of Mph1-GFP foci
accumulating in rnh1 rnh201mutants. Arrowheads indicate foci. Scale bar, 3 μm. Right Panel: Mph1-GFP foci were
quantified in exponentially growing wild type (ySLG636), rnh1 (ySLG639), rnh201 (ySLG640), and rnh201 rnh1 (ySLG642)
cells (OD600 = 0.3) at 25˚C. Cells were divided into budded cells in the S or G2 phase of the cell cycle or into un-budded,
G1-cells. Two replicates of 200–600 cells were examined. Error bars indicate 95% confidence intervals. Significance relative
to the wild type determined by Fisher’s exact test ( P<0.05). D. The heterozygous diploid strain (ySLG605, BY4741
background) was sporulated and micromanipulated onto YPD agar plates to generate haploid offspring. Spores were
incubated for 3 days at 30˚C before imaging (left panel). E. yAL296 was arrested in G1 with α-factor and released into YPD
media at 25˚C. Protein extracts were prepared at the indicated time points (minutes post G1 release) and subject to western
blotting. F. yAL404 was sporulated and dissected onto YPD media and images were acquired following 3 days of incubation
at 30˚C. Strains were genotyped by selectable markers and PCR techniques. G. The status of Rad53 phosphorylation (up-
shift) was analyzed by western blotting with anti-Rad53 specific antibodies. Rnr3 protein levels were assessed by probing
with an anti-Rnr3 antibody. Ponceau staining served as a loading control. H. Wild type (WT) (top) and mph1 rnh1 rnh201
cells (bottom) were transformed with an Mph1 wild type expressing plasmid or with helicase-defective Mph1 variants
(E210Q and Q603D). Serial dilutions were spotted onto selective media. Pictures were taken after growing cells for 3 days at
30˚C.
https://doi.org/10.1371/journal.pgen.1007136.g001
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of the helicase mutants was able to rescue the synthetic interaction (Fig 1H and S1E Fig),
despite being expressed at similar levels (S1F Fig).
As RNase H2 activity is capable of removing single ribonucleotides that have been misin-
corporated into DNA helix by the replicating DNA polymerase [41, 42], as well as consecutive
RNA-DNA hybrids (i.e. those formed in an R-loop), we wanted to determine at which type of
RNA-DNA hybrid Mph1 was functioning. Therefore, we employed the RNH201-P45D-Y219A
mutant, which is specifically defective in mono-ribonucleotide excision repair (RER), but is
proficient in removing longer hybrid stretches (hereafter called RNH201-RED for ribonucleo-
tide excision defective) [43, 44]. We transformed this plasmid into the rnh1 rnh201 mph1 cells
and observed that its expression complements the synthetic growth defect to the same extent
as wild type RNH201 (S1G Fig). Consistently, the checkpoint activation, as monitored by Rnr3
expression, was also alleviated upon expression of both wild type RNH201 and RNH201-RED
(S1H Fig). We verified that the RNH201-RED allele is RER-defective in vivo by demonstrating
that the expression of this mutant could not suppress the hydroxyurea (HU) sensitivity of
pol2M644G rnh201 double mutants, which harbors high levels of misincorporated ribonucleo-
tides [45], whereas wild type RNH201was able to complement (S1I Fig). In summary, these
data indicate that Mph1’s helicase activity becomes essential during DNA replication when
consecutive RNA-DNA hybrids (such as those present in R-loops) accumulate and may not be
required at misincorporated ribonucleotide insertions.
As Mph1’s activity is required in rnh1 rnh201 double mutants we tested whether Mph1 is
also essential in other mutants that have been reported to accumulate RNA-DNA hybrids.
Unlike the loss of both RNase H1 and H2 functions, we found that deleting MPH1 does not
result in growth impairment when either of the THO components, THP2 (S2A Fig) or
HPR1, are deleted (S2B Fig), or in combination with the temperature-sensitive sen1-1 allele
(S2C Fig). Consistently, we also did not see evidence of DNA damage checkpoint activation
as shown by both lack of detectable Rad53 phosphorylation and RNR3 induction, in mph1
hpr1 double mutants in the BY4741 background (S2D Fig). Nonetheless, Mph1 foci were
observed in hpr1 mutants and these foci were suppressed by RNase H1 overexpression (S2E
Fig), consistent with the notion that Mph1 foci are enriched at R-loops. These results sug-
gest that Mph1 may only become essential when RNA-DNA hybrids reach very high levels
as in RNase H-deficient double mutant cells (see Fig 2A right). Alternatively, Mph1 may be
required to act on a subset of RNA-DNA hybrids that is distinct from those affected by the
THO and Sen1 proteins.
Mph1 prevents the accumulation of RNA-DNA hybrids
The combined results of the synthetic growth defect between mph1 and rnh1 rnh201 mutants
together with the fact that Rad52 foci accumulate in mph1 cells in an RNase H1-sensitive man-
ner led us to speculate that RNA-DNA hybrids may accumulate in mph1 mutants. Since R-
loops frequently lead to hyper-recombination, we sought to study recombination in the
absence of Mph1. For that, we used previously devised direct-repeat recombination assays
based on two truncated copies of the LEU2 gene [46]. Unlike mutants of the THO complex or
sen1-1 mutants, where R-loops accumulate, deletion of MPH1 results in only conservative
changes, or no changes at all, in recombination, depending on the assay used (S3A Fig, S3B
Fig). These data, together with the RNase H-sensitive increase of Rad52 foci (Fig 1A) suggest
that in the absence of the Mph1 helicase activity, the damage caused by RNA-DNA hybrids is
not efficiently resolved into detectable recombination products and hence results in the accu-
mulation of Rad52 foci.
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To assay for the presence of RNA-DNA hybrids, we performed indirect immunofluores-
cence on chromosome spreads. We detected an increase in the number cells with S9.6 foci in
mph1 mutant cells, indicating increased levels of RNA-DNA hybrids (Fig 2A). Cells containing
more than 3 foci, were especially prevalent when MPH1 was deleted. hpr1 and rnh1 rnh201
cells served as positive controls, where hybrids are known to accumulate (Fig 2A, right panel).
To confirm the accumulation of RNA-DNA hybrids in mph1 mutants we used DNA-RNA
Fig 2. Accumulation of RNA-DNA hybrids in mph1 cells depend on Mph1’s helicase domain. A. S9.6 foci detected by indirect immunofluorescence on
yeast chromosome spreads in WT (W303.1A), mph1 (WMPH1-2B), hpr1 (HPBAR1-R) and rnh1 rnh201 (RNH-R) strains carrying the empty plasmid
pCM189 (-RNH) or pCM189::RNH1 (+RNH). Representative spreads are shown, DNA is stained in blue (DAPI), red foci represent RNA-DNA hybrids
detected by the S9.6 antibody. Scale bar = 5 μm (left panel). Quantification of nuclei containing S9.6 foci is shown. Data represent mean and SD of three to
four independent experiments in which 150–200 nuclei were counted for each replicate. Statistical analysis was performed with the total number of signals
for each mutant with respect to WT value (right panel). B. DRIP with S9.6 antibody in WT (W303-1A), mph1 (WMPH1-2B), mph1-Q603D (T597-1) and
mph1-E210Q (T617) strains in asynchronous cultures treated (+) or not (-) in vitro with RNase H in the GCN4 and PDC1 genes (left and right panel
respectively). Data represent mean and SD of four independent experiments.  P<0.05;  P<0.01;  P<0.001 (two-tailed Student’s t-test). Black bar
depicts the approximate primer binding region for amplification of the respective locus.
https://doi.org/10.1371/journal.pgen.1007136.g002
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immunoprecipitation (DRIP) to pull down RNA-DNA hybrids as previously described [26,
47]. In agreement with the immunofluorescence data (Fig 2A), RNA-DNA hybrids accumu-
lated significantly within the protein coding genes, GCN4 (Fig 2B, left panel) and PDC1 (right
panel) in mph1 mutants. The RNA-DNA hybrids signal could be strongly reduced upon in
vitro RNase H1 treatment, thereby demonstrating the specificity of the DRIP signal. To investi-
gate whether Mph1’s helicase activity is needed to prevent the accumulation of RNA-DNA
hybrids, we also performed DRIP on helicase-dead Mph1 mutants (mph1-E210Q and mph1-
Q603D) [36], which accumulated RNA-DNA hybrids at the GCN4 (Fig 2B, left) and the PDC1
(right) loci similarly to the complete deletion.
To better understand how Mph1 is involved in RNA-DNA hybrid regulation, we expanded
our DRIP analysis to telomeres (telomere 6R) and the rDNA loci (Fig 3). Whereas loss of
Fig 3. Accumulation of RNA-DNA hybrids in the triple mutant mph1 rnh1 rnh201. DRIP with the S9.6 antibody in WT (yBL7), mph1 (ySLG2), rnh1 rnh201
(ySLG428) and mph1rnh1 rnh201 (ySLG611) strains in asynchronous cultures treated (+) or not (-) in vitro with RNase H in the GCN4 and PDC1 genes (top, left
and right panels respectively) and TEL06R and rDNA18S loci (bottom, left and right panels respectively). Data represent mean and SD of four independent
experiments.  P<0.05;  P<0.01;  P<0.001 (two-tailed Student’s t-test). Black bar depicts the approximate primer binding region for amplification of the
respective loci.
https://doi.org/10.1371/journal.pgen.1007136.g003
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Mph1 function did not affect hybrid levels at the 18s rDNA locus, it led to an increase at telo-
mere 6R, suggesting that Mph1 may act preferentially at RNA polymerase II transcribed loci.
When DRIP was performed in the mph1 rnh1 rnh2 mutants (only viable in BY4741 back-
ground, Fig 1), we did not observe any further increase in RNA-DNA hybrids with respect to
the single mph1 or double rnh1 rnh2 mutants (Fig 3). A similar epistasis was observed for
Rad52 foci (Fig 1A), suggesting that Mph1 may remove RNA-DNA hybrids via RNase H.
Mph1 accumulates at short telomeres in response to increased TERRA and
R-loops
The overexpression of Mph1 drastically increases the rate of replicative senescence in cells har-
boring short telomeres following the loss of telomerase activity [39], implying that it may be
functionally relevant at telomeres. Levels of the non-coding telomeric repeat-containing RNA
(TERRA) increase as telomeres shorten in yeast and human cells [22, 23, 48]. Moreover,
RNA-DNA hybrids (presumably involving TERRA) can be detected at telomeres and accumu-
late in the absence of the RNase H enzymes [18–20, 49]. We allowed wild type and telomerase
negative (tlc1) cells to undergo approximately 60 population doublings and, as expected,
observed an increase in TERRA levels at all tested telomeres (Fig 4A). Upon performing DRIP
on wild type and telomerase negative cells to monitor hybrid levels, we observed an increase in
telomeric hybrids despite the fact that they were shorter (Fig 4B). Importantly, in an indepen-
dent experiment, we observed that the overexpression of RNase H1 abolished the increased
DRIP signal in tlc1 cells (S4A Fig), demonstrating the specificity of the RNA-DNA hybrid sig-
nal shown in Fig 4B. To verify that Mph1 was acting at short telomeres in an RNA-DNA
hybrid dependent manner, we monitored Mph1-YFP foci formation as telomeres shorten in
telomerase negative cells (est2). Importantly, we observed that Mph1-YFP foci accumulate as
telomeres shorten (Fig 4C and 4D). At the peak of senescence more than 50% of Mph1 foci co-
localize with Cdc13 (which represent dysfunctional telomeres) and Rad52 foci, thereby indi-
cating that they accumulate at critically short and dysfunctional telomeres (Fig 4C–4E) [50].
Importantly, Mph1’s ability to form foci was greatly reduced when RNase H1 was overex-
pressed (Fig 4C and 4D). Strikingly, the number of Cdc13 foci was also decreased upon RNase
H overexpression, suggesting that hybrids may be a source of DNA damage at telomeres upon
shortening. By ChIP analysis we could see that loss of the C-terminal domain of Mph1, which
has been shown to interact with Rfa1 and Mte1 [30, 51], prevented Mph1 from localizing to
telomeres in telomerase positive cells (S4B Fig) indicating that Mph1 location at telomeres
may depend on its interaction with replication protein A (RPA). Taken together, we conclude
that Mph1 accumulates at short telomeres, in an RNA-DNA hybrid-dependent manner.
The Smc5/6 complex negatively regulates Mph1 at RNA-DNA hybrids
Previous data indicates that the Smc5/6 complex is important to limit the accumulation of
toxic recombination intermediates in the presence of MMS (methyl methanesulfonate), and at
natural pause sites [34, 35, 52–54]. A negative genetic interaction between the smc6 mutants
and rnh201 as well as rnh202 was previously described in a high-throughput SGA screen [55].
Furthermore, there is ample evidence that the Smc5/6 complex is important for the accurate
replication of the rDNA locus, a repetitive genomic region rich in RNA-DNA hybrids [56, 57].
Based on these observations, we hypothesized that the Smc5/6 complex might be required for
the accurate processing of DNA replication intermediates that arise when RNA-DNA hybrids
are encountered by the replisome. To test this notion, we introduced the smc6-9 and smc5-6
temperature sensitive alleles into strains defective for either RNase H1 (rnh1) or RNase H2
(rnh201) activity, as well as in rnh1 rnh201 double mutants. The absence of RNH201, but not
The role of Mph1 in concert with Smc5/6 at RNA-DNA hybrids
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RNH1, resulted in a severe growth defect, when either SMC6 (Fig 5A) or SMC5 (S5A Fig) func-
tion was reduced.
Next, we tested whether the deletion of MPH1 would rescue the above described synthetic
growth defect between smc5/6 mutants and rnh201. We observed that growth defects of both
smc6-9 rnh201 and smc5-6 rnh201 cells were alleviated in the absence of MPH1 (Fig 5B, and
S5B Fig). In accordance with the synthetic growth defect occurring as a result of replication
stress, we observed that smc6-9 rnh201 cultures accumulated cells with a 2N DNA content in
comparison to both wild type and the respective single mutants (S5C Fig). Importantly, the
Fig 4. Mph1 forms foci at telomeres during senescence, when RNA-DNA hybrids accumulate. A. Both wild type and tlc1 cells were derived from the TLC1/tlc1
heterozygous diploid yAL95 and grown for approximately 60 population doublings (PD) before RNA was extracted from exponentially growing cells. Following reverse
transcription with a telomeric sequence, TERRA levels were analysed at the indicated telomeres via qPCR with subtelomeric specific primer pairs (see methods and S1
Table for details). Three biological replicates were used for each genotype. Error bars indicate 95% confidence intervals.  represents significance relative to wild type
determined by Student’s t-test (P<0.05). B. Both wild type and tlc1 cells were grown for approximately 60 population doublings. ChIP with the S9.6 antibody that
specifically recognizes RNA-DNA hybrids followed by qPCR. Error bars represent 95% confidence intervals, , significance relative to wild type as determined by a
Student’s t-test (P<0.05). C. Representative images for senescing cells showing co-localization between Mph1-YFP, Rad52-yEmRFP and Cdc13-CFP. Scale bar, 3 μm.
Quantification of Mph1 (D.) and Cdc13-foci (E.). RNase H1 was expressed from a plasmid (pBB39).
https://doi.org/10.1371/journal.pgen.1007136.g004
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Fig 5. The SMC5/6 complex regulates Mph1 at RNA-DNA hybrids. A. Yeast haploid cells with the indicated genotypes were generated following tetrad dissection of
ySLG419. Cells were grown overnight in liquid YPD at 23˚C and spotted in 10-fold serial dilutions at the indicated temperatures on YPD agar. Digital images were
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accumulation of cells with a 2N DNA content was reversed when MPH1 was additionally
deleted (S5C Fig).
In order to confirm that DNA damage accumulated in smc6-9 rnh201 cells, we followed the
formation of Rad52-mCherry foci (Fig 5C). We observed a dramatic increase in the number of
cells with Rad52-mCherry foci in smc6-9 rnh201 double mutants when compared to wild type
and single mutant cells grown at semi-permissive temperature (Fig 5C, bottom panel). Strik-
ingly, the deletion of MPH1 reverted this accumulation to the levels observed in the respective
single mutants (Fig 5C). We speculated that Mph1-dependent recombination intermediates
accumulate and may be contributing to cellular toxicity. Indeed, upon deleting either the
recombination factors RAD52 or RAD51 in smc6-9 rnh201 mutants we observed an increased
viability in the triple mutants as compared to the respective double mutants in a similar man-
ner as to when MPH1 was deleted (Fig 5D and S5D Fig). While the re-introduction of full-
length MPH1 led to a severe growth defect in smc6-9 rnh201 mph1 cells, mph1-E210Q and
mph1-Q603D helicase mutants behaved similar to the complete deletion of MPH1 (Fig 5E).
Moreover, introduction of the RNH201-RED allele complemented the synthetic growth defect,
nearly to the same extent as wild type RNH201 (S5E Fig). The overexpression of RNase H1,
was not able to alleviate the growth defects of the double mutants, which may indicate an
RNase H2 specific sub-set of RNA-DNA hybrids that lead to toxicity (S5F Fig). Finally, the
deletion of RNH202, an auxiliary component of RNase H2 also showed negative growth defects
when combined with smc6-9 (S5G Fig). A plasmid harboring full-length RNH202 comple-
mented the growth defect as did an RNH202-ΔPIPmutant, where the proliferating cell nuclear
antigen (PCNA) interaction motif had been mutated [43](S5G Fig). These data strongly sug-
gest that the helicase activity of Mph1 needs to be counteracted by the Smc5/6 complex at con-
secutive RNA-DNA hybrids, and to a lesser extent at misincorporated ribonucleotides, in
order to prevent the accumulation of toxic recombination products.
Finally, we investigated whether the Smc5/6-mediated negative regulation of Mph1 func-
tion at RNA-DNA hybrids may also be conserved at short telomeres, where hybrids accumu-
late (Fig 4B). Interestingly, Smc5/6 has recently been demonstrated to regulate TERRA levels
[58] and we observed that Mph1 suppresses the accumulation of RNA-DNA hybrids at telo-
mere 6R (Fig 3). In the absence of a functional Smc5/6 complex, telomerase negative cells
(est2) lose growth potential at very early population doublings (Fig 5F) consistent with the pre-
viously reported premature senescence phenotype [37, 38]. Importantly, the additional loss of
MPH1 alleviated, to a great extent, the premature senescence of smc6-9 est2 cells (Fig 5F).
These data led us to the conclusion that the Smc5/6 complex may be required to limit or pro-
cess Mph1-mediated intermediates at short telomeres harboring RNA-DNA hybrids. Impor-
tantly, we did not detect increased levels of R-loops at either the GCN4 or PDC1 loci when
either SMC5 or SMC6 were inactivated (S5H Fig).
acquired following 2 days of incubation. B. Haploids were derived from dissection of ySLG419 and ten-fold serial dilutions were spotted. Images were taken after 2
days. C. MPH1-dependent accumulation of Rad52 foci in rnh201 smc6-9mutants. Spontaneous Rad52-mCherry foci were quantified in wild type (yBL1052), mph1
(YBL1051), smc6-9 (yBL1047), rnh201 (yBL1053), mph1 smc6-9 (yBL1050), rnh201 smc6-9 (yBL1048), and mph1 smc6-9 rnh201 (yBL1049) after shifting an
exponentially growing culture (OD600 = 0.3) from 25˚C to 30˚C for 3 hours in SC medium supplemented with 100 μg/ml adenine. Upper panel: Representative images
of Rad52 foci. Arrowheads indicate foci. Scale bar, 3 μm. Lower panel: Quantification of Rad52 foci. Two replicates of 200–600 cells were examined. Error bars indicate
95% confidence intervals. , significance relative to the wild type determined by Fisher’s exact test (P< 0.05). D. The heterozygous diploid strain yBL1022 was micro-
dissected, and the haploid offsprings with the indicated genotype were spotted in 10-fold serial dilutions onto YPD-agar and incubated for 2 days at 30˚C. E. smc6-9
rnh201mph1 was transformed with either empty vector or MPH1 expression plasmids (WT allele or helicase-dead mutants). The transformants were spotted on
selective media and grown for three days at 25˚C or for two days at 30˚C. F. The indicated genotypes were derived via tetrad dissection of ySLG115. Cells were diluted
daily (every 24 hours) to OD600 0.01 before the density was re-determined and cells were re-diluted. 6 biological replicates were used for every genotype indicated.
Error bars represent SEM.
https://doi.org/10.1371/journal.pgen.1007136.g005
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In summary, our combined observations suggest that while Mph1 activity is required dur-
ing replication through RNA-DNA hybrids, its unrestrained helicase activity may lead to the
formation of lethal recombination intermediates at RNA-DNA hybrids. However, this toxic
activity can be prevented by the presence of a functional Smc5/6 complex.
Discussion
We set out to identify additional helicases that are involved in RNA-DNA hybrid metabolism
through our small-scale candidate genetic screen looking for mutants with an accumulation of
DNA damage (Rad52 foci) that is abolished by overexpression of RNase H1. Here we identi-
fied Mph1 as a factor preventing DNA damage at RNA-DNA hybrids. We analyzed the effects
of Mph1 in RNA-DNA hybrid turnover in more detail and found that Mph1 not only forms
foci when RNA-DNA hybrids accumulate, but is also instrumental in preventing RNA-DNA
hybrids from accumulating. Furthermore, we observed that mph1 rnh1 rnh201 triple mutants
are severely compromised for growth (Fig 1D), pointing towards Mph1 acting in either an
alternative and/or complementary pathway to RNase H1 and RNase H2. The fact that Mph1
foci in rnh1 rnh201 cells specifically occurred in S/G2, but not in G1 cells (Fig 1C) suggests
that Mph1 plays a role at RNA-DNA hybrids after they are encountered by a replication fork.
This is further supported by the fact that the expression of RNH1 specifically in S phase, is suf-
ficient to reverse the lethality of rnh1 rnh201 mph1 mutants (Fig 1F). Taking the in vitro enzy-
matic activities into account, we speculate that Mph1 may promote fork reversal (see below),
which can contribute to fork restart [59], when replication forks stall at RNA-DNA hybrids.
Restart of replication forks is especially crucial when DNA replication proceeds unidirection-
ally, i.e. at the telomere or in the rDNA, because converging replisomes do not exist to com-
plete replication. In this regard, it is interesting that the SMC5/6 complex, the negative
regulator of Mph1, has been proposed to play a particularly important role at sites of unidirec-
tional replication [36].
We report that mutants of the SMC5/6 complex show a synthetic growth defect with
rnh201 and rnh202, but not with rnh1 mutants. The synthetic growth defect can be rescued by
either impairing homologous recombination or by deleting MPH1. Interestingly, Rnh202, as
well as its human homolog, are non-catalytic subunits of RNase H2 that contain a conserved
PIP-box motif (a PCNA-interacting motif) that may account for RNase H activity at the repli-
cation fork in human cells [60]. RNase H1, in contrast, was not found to localize to replication
foci during unperturbed replication. It is therefore hypothesized that when the replicative heli-
case encounters an RNA-DNA hybrid, PCNA provides a platform to recruit RNase H2 to the
replication fork via the PIP-box motif. However, for the yeast RNase H2 PIP-box mutant no
phenotype has been observed so far [43]. Moreover, we could rescue the growth defect of
smc6-9 rnh202 mutants by introducing the PIP-box defective RNase H2 allele (S5G Fig). This
suggests that in yeast, RNase H2 may be recruited to the replication and repair machinery via a
PCNA-independent mechanism.
Mph1 is able to promote helicase-dependent replication fork reversal in vitro [29, 61]. More
recently the Smc5/6 complex has been implicated in specifically inhibiting the fork reversal
activity of Mph1 in vitro [29], while not perturbing its D-loop remodeling capacities. The
genetic data presented here, i.e. mutations in the inhibitory Smc5/6 complex being toxic in
RNase H2 mutants and that this growth defect can be rescued by deleting MPH1, underlines
the crucial regulation of Mph1 at sites of RNA-DNA hybrids, probably in the context of a rep-
lication fork. These results, together with previously published data have allowed us to propose
a working model with respect to how Mph1 could act at replication forks stalled by RNA-DNA
hybrids (Fig 6). When the replication fork encounters unresolved RNA-DNA hybrids,
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replication stress and fork stalling ensue (Fig 6-1). Either the accumulation of ssDNA at stalled
forks or the ssDNA on the displaced strand of the R-loop may lead to the recruitment of
Mph1, which can interact with the ssDNA binding complex, RPA (Fig 6-2). This is in line with
the recent observation that RPA is implicated in R-loop metabolism in vivo and subsequent
stimulation of RNase H1 activity in vitro [62]. Consistently, we observed an increase in the
number of cells with Mph1 foci when RNA-DNA hybrids accumulated in rnh1 rnh201 and
hpr1 mutants. Moreover, shortened telomeres, which accumulate RNA-DNA hybrids, associ-
ated more frequently with Mph1 foci in an RNase H sensitive manner (Fig 4C–4E). We
hypothesize that the recruited Mph1 then remodels replication forks stalled at RNA-DNA
hybrids to promote the subsequent removal of R-loops; perhaps via RNase H activity (Fig 6-3).
The interaction with RNase H is supported by the genetic interactions between loss of MPH1
and RNase H functions, e.g. epistatic interactions in terms of Rad52-GFP foci (Fig 1A) and R-
loop accumulation (Fig 3). Finally, the Mph1-dependent synthetic lethality between smc6-9
mutants and rnh201 support the notion that the Smc5/6 complex must be present to ensure
that Mph1 does not create toxic homologous recombination (Fig 5D) intermediates, possibly
due to uncontrolled Mph1 fork reversal at R-loops (Fig 6-3).
Recently, it has been shown that FANCM, the Mph1 homolog in higher eukaryotes, is able
to branch migrate and thereby unwind R-loop structures in vitro [27]. Moreover, chicken
DT40 cells lacking a functional FANCM translocase domain accumulate RNA-DNA hybrids
[27]. Although we cannot exclude that Mph1 may directly unwind R-loop structures in vivo,
we favor a role for Mph1 at the replication fork, based on its biochemical properties and our
genetic studies which implicate a replication role (Fig 1C, 1E and 1F). Indeed, Mph1 recruit-
ment to telomeres requires its C-terminal domain (S4B Fig), which has been shown to interact
Fig 6. Mph1’s fork reversal activity might allow dissolution of RNA-DNA hybrids. When replication forks are paused at an RNA-DNA
hybrid (either an R-loop as depicted, or consecutively incorporated ribonucleotides), Mph1 gets recruited to the stalled fork, potentially
through its C-terminal interaction domain with RPA. Mph1 may directly remove the RNA-DNA hybrid (in the case of an R-loop) through
its helicase activity, or promote the resolution by other factors (e.g. the RNase H enzymes as depicted). The Smc5/6 complex negatively
regulates Mph1’s pro-recombinogenic activity at RNA-DNA hybrids to prevent toxic recombination intermediates from accumulating (see
text for detailed explanation). Persistent R-loops at shortened telomeres may represent a natural scenario where such a regulation occurs.
https://doi.org/10.1371/journal.pgen.1007136.g006
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with RPA and Mte1. RPA specifically binds to ssDNA that has been unwound at the replica-
tion fork and Mte1 binds to branched DNA structures and recruits Mph1 to foci in S/G2
phase [63]. However, unlike deletion of MPH1, deletion of MTE1 in smc6-9 rnh201 cells did
not alleviate the growth defects of the double mutant (S4C Fig). Thus, we conclude that Mte1
does not promote Mph1’s toxic activity at RNA-DNA hybrids in the absence of the Smc5/6
complex. Secondly, we hypothesize that if Mph1 were to unwind RNA-DNA hybrids in a
more general manner, we would expect Mph1 to also be essential in sen1-1 and THO mutants,
but we did not see such genetic interactions. Finally, we could only detect Mph1 foci in S/G2
phase cells and not in G1 cells, suggesting that Mph1 is acting at replication forks and not at
RNA-DNA hybrids per se (Fig 1C). Moreover, the S-Rnh1 allele alleviated the synthetic growth
defect of rnh1 rnh201 mph1 mutants (Fig 1F).
Therefore, Mph1 appears to work as a double-edged sword at RNA-DNA hybrids. Whereas
Mph1 gets recruited into foci in a hybrid dependent manner and can promote the resolution
of R-loops, its helicase activity must be controlled (by the Smc5/6 complex) to avoid toxic
recombination intermediates. This interpretation is strongly supported by the fact that Mph1
becomes essential in rnh1 rnh201 double mutants, but leads to lethality when RNA-DNA
hybrids accumulate (loss of RNH201) in the absence of Smc5/6 function. Interestingly, the
depletion of FANCM in human cells leads to replication forks travelling faster over small dis-
tances [64], but not when followed over longer time. This implies more replication fork paus-
ing in the absence of FANCM. FANCM’s ATPase activity was necessary for slowing the
replication fork and could therefore be a way of clearing RNA-DNA hybrids at the fork to
ensure processive replication. Consistently, when the cells were challenged with CPT, which
has been shown to lead to the accumulation of RNA-DNA hybrids [65, 66], FANCM was
essential for replication fork progression and fork restart [64].
In summary, we have demonstrated that Mph1 and its regulation by Smc5/6 are critical at
RNA-DNA hybrids. Further work is needed to determine whether Mph1 leads to fork reversal
when the replication machinery is halted at RNA-DNA hybrids, and how Smc5/6 acts to pre-
vent toxicity caused by Mph1 action on R loops. It will also be interesting to further under-
stand how hybrids in different genomic contexts may require specific factors to ensure they
are properly processed. This will especially be important in the context of diseases associated
with faulty RNA-DNA hybrid processing such as AGS, ALS and AOA2.
Materials and methods
Yeast strains and plasmids
Standard procedures for yeast strain construction and cell growth were used [67]. Strains used
for microscopy are ADE2 LYS2 trp1-1 derivatives of W1588-4C [68], a RAD5 derivate of
W303-1A (MATa ade2-1 can1-100 ura3-1 his3-11,15 leu2-3,112 trp1-1 rad5-535) [69]. CFP-
tagged Mph1 was generated for expression from its native chromosomal locus with a 4-alanine
linker as described [70, 71] using primers listed in S1 Table and verified by sequencing. The
HPR1 gene was deleted with KANMX6 in this strain to construct YBG722. Other strains are
derivatives of BY4741 (MATa his3Δ0 ura3Δ0 leu2Δ0met15Δ0). The construction of RNH201
P45D Y219A, was described previously [25]. A complete list of strains and plasmids used in
this study are listed in S2 Table and S3 Table, respectively.
Microscopy and immunofluorescence
Yeast cells were grown and processed for fluorescence microscopy as described previously
[72]. Fluorophores were cyan fluorescent protein (CFP, clone W7) [73], yellow fluorescent
protein (YFP, clone 10C) [74] and red fluorescent protein (RFP, clone yEmRFP; or mCherry)
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[75]. Fluorophores were visualized on a Deltavision Elite microscope (Applied Precision, Inc)
equipped with a 100x objective lens (Olympus U-PLAN S-APO, NA 1.4), a cooled Evolve 512
EMCCD camera (Photometrics, Japan), and an Insight solid-state illumination source
(Applied Precision, Inc). Pictures were processed with Volocity software (PerkinElmer).
Images were acquired using softWoRx (Applied Precision, Inc) software.
Spontaneous Rad52-YFP foci from mid-log growing cells carrying plasmid pWJ1344 were
visualized and counted by fluorescence microscopy as described in [76].
Recombination frequency assays
For the recombination assays, cells were cultured in SC medium plates and grown for 3 to 4
days. Leu+ recombinants resulting from recombination in LYΔNS and TL-lacZ systems were
selected on SC-Leu plates. Recombination frequencies were obtained by fluctuation tests as the
median value of six independent colonies isolated from SC medium plates. The final frequency
given for each strain and condition is the mean and SD of at least three median values, as
described previously [77].
Western blot
Proteins were extracted and analysed via western blotting according to Klermund et al, 2014
[78]. The Rad53 antibody (EL7.E1; gift from M. Foiani) was used in a 1:16 dilution; the HA
antibody (clone 16B12; covance) was used in a 1:2000 dilution. Anti-RNR3 is a polyclonal anti-
body from Agrisera antibodies and was used as a 1:300 dilution.
Chromatin immunoprecipitation
RNA-DNA hybrid analysis (for Fig 4B) as well as protein chromatin immunoprecipitations at
telomeres were performed as previously published [20]. Mph1-Myc protein was immunopre-
cipitated with an antibody against the Myc tag (clone 9B11, Cell Signaling/ NEB). Otherwise
the protocol did not differ from the standard ChIP protocol referenced above. The following
primers (for sequence see S1 Table) were used during the quantitative PCR step: oBL295 and
oBL296 (500 nM final) to amplify the 1L telomere, oLK57 and 58 (100 nM) target the 15L telo-
mere and oLK49 and oLK50 (300 nM) are specific for the 6Y’ telomeres.
DRIP and qPCR
Mid-log cultures grown in YPAD at 30˚C or 32˚C (for temperature sensitive strains) were col-
lected. RNA-DNA hybrids were processed and analyzed as described [47]. For the negative
control, half of the DNA was treated with 8μl RNase H (New England BioLabs) overnight at
37˚C. Quantitative PCR was performed at the indicated regions using the SYBR Green PCR
Master Mix (Biorad) and a 7500 Fast Real Time PCR System (Applied Biosystems). The rela-
tive abundance of RNA-DNA hybrid immunoprecipitated in each region was normalized to
the signal obtained in the inputs. Average and standard deviation of at least three independent
experiments are shown.
Chromosome spreads and S9.6 immunofluorescence detection
Chromosome spread from cells grown to mid-log phase in YPAD were prepared and labeled
with the monoclonal antibody S9.6 and immunodetected with Cy3- conjugated goat anti-
mouse antibody (Jackson Laboratories, #115-165-003 as described [79]). Slides were mounted
with 50 μl of VectaShield (Vector Laboratories, CA) with 1x DAPI and sealed with nail polish.
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For each replicate (n>3), between 150 and 250 nuclei were visualized and manually counted
to obtain the fraction with detectable RNA-DNA hybrids.
Replicative senescence assay
For Mph1-foci quantification, cells with EST2 deleted in the genome were propagated at 25˚C
in liquid dropout medium lacking uracil to preserve the plasmid pAP81 (for ectopic expression
of EST2) and determine foci number prior to telomerase loss for Mph1-YFP, Cdc13-CFP and
Rad52-RFP in the strain SS283-23D. Senescence was induced by streaking cells on solid YPD
medium and checking for loss of growth on SC-Ura. Selected colonies were inoculated in liq-
uid synthetic complete medium supplemented with 100 μg/ml adenine (SC+Ade) and propa-
gated at 25˚C for approximately 100 more population doublings. We estimate this procedure
involved approximately 30–50 population doublings from the point of colony formation on
solid YPD until cells were analyzed by microscopy for the first time point. Samples were col-
lected for monitoring population doubling time by measuring OD600 and for live cell micros-
copy analysis at regular intervals. Cell cultures were kept at OD600 between 0.2 and 0.9 through
the course of the experiment.
The senescence assay for the smc6-9 est2 mph1 mutant experiment was performed as pub-
lished previously [39].
RNA extraction and TERRA level quantification
15 mL yeast cultures were grown to an OD600 of 0.6–0.8 and RNA was extracted via the hot
phenol method [80]. Reverse transcription and quantitative real time PCR to determine
TERRA levels were performed as previously described [81].
Statistical analysis
For live cell microscopy experiments, the significance of the differences observed among cell
populations was determined using one-tailed Fisher’s exact test. P-values with P < 0.05 were
considered significant. Statistical analysis for the chromatin immunoprecipitation experiments
was described previously [20]. Statistical tests (Student’s t-test and Mann-Whitney U-test)
were calculated using GraphPad Prism software. In general, a P-value< 0.05 was considered
statistically significant.
Supporting information
S1 Fig. A. Cells of the indicated genotype were grown to exponential phase in the presence or
absence of RNase H1 overexpression and western blots were performed with the indicated
antibodies. B. W303 strains rnh1 mph1 (Ybpr1m1.1) and rnh1 rnh201 (rnh1rnh201.8D) were
crossed, sporulated and micromanipulated onto YPD agar plates. Picture was taken after 3
days of incubation at 30˚C. The triple mutant mph1 rnh1 rnh201 is lethal in the W303 genetic
background. C. Upper: Growth curves of displayed mutants in YPD (BY4741 background).
Cells were diluted to an OD600 of 0.05 in both technical and biological triplicates on a 96-well-
plate. Cultures were incubated at 30˚C and every hour cell density was determined. The mean
together with the SEM are shown. n = 3. Lower: Population doubling time (PDT) is only
impaired in mph1 rnh1 rnh201. The PDT for each curve was calculated in the exponential
phase and the average PDT together with the SEM is displayed. P-values were calculated with
Student’s t-test. n = 3 D. yAL296 was synchronized in G1 with α-factor and released into YPD
media at 25˚C. Flow cytometry to display DNA content is depicted. (exp = exponential phase,
and time (min) after α-factor is indicated. E. Anti-Rnr3 Western blot to monitor DNA damage
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response or replication stress in the same genotypes as mentioned in (Fig 1H). Ponceau stain-
ing was used as a loading control. ‘Load’ refers to an unspecific band that arises due to cross-
reaction with the Rnr3 antibody. F. Anti-HA Western Blot to control the protein expression
level of HA-tagged Mph1 and its helicase mutants expressed from a plasmid (pBL301: vector
control; pBL472-474: MPH1-1xHA; mph1-E210Q-1xHA; mph1-Q603D-1xHA, respectively).
Ponceau staining of the membrane was used as loading control. G. Serial dilutions of wild type
yeast cells (top) or mph1 rnh1 rnh201 mutant cells (bottom) carrying either an empty centro-
meric plasmid (pBL97), a plasmid encoding for the wild type RNH201 (pBL401) gene or the
mutant RNH201-RED(P45D-Y219A)(pBL399). Cells were grown at 30˚C and pictures were
taken after 2 days. H. Anti-Rnr3 Western blot to monitor DNA damage response or replica-
tion stress in the same genotypes as mentioned in (G). Ponceau staining was used as a loading
control. I. The pol2M644G rnh201 double mutant was transformed with either empty vector, a
plasmid carrying the RNH201wild type or the RNH201-RED allele and spotted on SD-URA
plates containing the indicated concentrations of HU. The cells were grown for 48 hours at
30˚C. The rad53-11 mutant was used as a control strain that is HU sensitive.
(TIF)
S2 Fig. A. The heterozygous diploid THP2MPH1/thp2 mph1 strain (YSLG649, left) was spor-
ulated, micromanipulated and pictures were taken after two days incubation at 30˚C. B. Tetrad
analysis from crosses between mph1 (WMPH1-2B) and hpr1 (HPBAR-R1). Pictures were
taken 4 days after micromanipulation at 30˚C. C. Tetrad analysis of an mph1 sen1-1 mutant
cross (yMG187). Pictures were taken after 3 days incubation at 28˚C. D. anti-Rad53 and -Rnr3
Western Blot in three different hpr1 mph1 double mutants along with the single mutant con-
trols. Treatment with HU served as positive controls for Rad53 phosphorylation and Rnr3
induction. Ponceau staining was used as loading control. E. Mph1-YFP foci accumulate in
hpr1 cells as determined by microscopy in WT (MLL66-11A) and hpr1 (YBG722) cells follow-
ing RNH1 overexpression (pCM189::RNH1). Left panel: representative image with arrowheads
pointing to Mph1 foci; right panel: quantification. () P< 0.05; () P<0.01 (Student’s t-test).
(TIF)
S3 Fig. A. Recombination analysis of WT (W303-1A) and mph1 (WMPH1-2B) strains carry-
ing the TL-lacZ plasmid system, whose transcription is regulated by the tet promoter, in the
presence (low transcription) or absence (high transcription) of 5 mg/mL doxycycline. B.
Recombination analysis of WT (W303.1A), mph1 (WMPH1.2B), hpr1 (HPBAR-R1), hpr1
mph1 (WMPHP.5A), sen1-1 (SEN1-R), sen1-1mph1 (WMPSEN.1C) strains carrying the
LYΔNS plasmid. Leu+ recombinants resulting from recombination in TL-lacZ and LYΔNS
systems were selected on SC-Leu plates. Mean and SD for at least three fluctuation tests con-
sisting in the median value of six independent colonies each are shown. (), P< 0.05, ()
P<0.01 (Student’s t-test). A scheme of the recombination system is shown on top.
(TIF)
S4 Fig. A. DRIP was performed with the S9.6 antibody in order to determine the RNA-DNA
hybrid levels in senescing cells (PD60 tlc1) in the presence or absence of Rnh1. RNH1 was
expressed endogenously under a galactose-inducible promoter (haploids derived from
yMG103). Three different telomeres were analysed (1L, 6R and 6Y’). Individual qPCR data
points are represented along with the mean (bar). B. Non-tagged wild type, Mph1-13myc
(ySLG295) and Mph11-933-13myc (ySLG527) were grown to exponential phase in liquid YPD
media at 30˚C. Cells were cross-linked and ChIP was performed using anti-myc monoclonal
antibodies. ChIP signals were quantified by qPCR specific to 15L, 1L and 6Y’ telomeres. Error
bars represent 95% confidence intervals where n = 3 biological isolates were used for each
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indicated genotype. (p-values were calculated by a student’s test;  p<0.05,  p<0.005). C.
yAL331 was sporulated and the indicated meiotic products with the corresponding genotypes
were spotted at the indicated temperatures on YPD and imaged following 48 h incubation.
(TIF)
S5 Fig. A. ySLG418 heterozygous diploids were microdissected and haploid offsprings were
grown overnight in liquid YPD at 25˚C and spotted as 10-fold serial dilutions onto YPD-agar
at the indicated temperatures. Images were obtained after 2 days of incubation. B. The hetero-
zygous diploid ySLG418 was microdissected to gain haploid offsprings. 10-fold serial dilutions
were spotted onto YPD-agar at the indicated temperatures. C. DNA staining with Sytox Green
coupled to flow cytometry was used to analyze the proportion of cells with a 1N and 2N DNA
content. D. Yeast strains with the indicated genotypes were spotted as 10-fold serial dilutions
onto YPD agar and incubated at the indicated temperatures following overnight growth in liq-
uid YPD at 25˚C. Images were acquired after 2 days of incubation. Haploids were derived
from the heterozygous diploid strain yBL1021. E. smc6-9 rnh201 (upper panel) and smc5-6
rnh201 (lower panel) cells were transformed with an empty vector, or with plasmids contain-
ing either the RNH201wild type or the RNH201-RED allele. Expression of both alleles allevi-
ated the growth defects at 32˚C. Cells were grown at the indicated temperatures for two days.
F. A plasmid expressing RNH1 (pBB39) or an empty vector (pBL189) control were introduced
into wild type, smc6-9 and smc6-9 rnh201 cells. The strains were grown at the indicated tem-
perature for two days. G. RNH202wild type (pBL506) and RNH202 lacking the PIP-
box (pBL507) domain (RNH202ΔPIP) were expressed from a plasmid in smc6-9 rnh202 cells.
Cells were grown for 72 hours at the indicated temperatures. smc6-9 rnh202 cells carrying the
empty vector (pBL505) served as control. H. DRIP with S9.6 antibody in WT (yBL7), rnh201
(yBL435), smc6-9 (ySLG88), smc5-6 (ySLG90) and rnh201 smc6-9 (ySLG397) strains in asyn-
chronous cultures treated (+) or not (-) in vitro with RNase H in the GCN4 and PDC1 genes
(left and right panels respectively). Data represent mean and SD of five independent experi-
ments.  P< 0.05; (two-tailed Student’s t-test). Black bar depicts the approximate primer bind-
ing region for amplification of the respective locus.
(TIF)
S1 Table. Oligonucleotide primers. This table lists the primers used in this study.
(DOCX)
S2 Table. Yeast strains. This table lists the yeast strains employed in this study.
(DOCX)
S3 Table. Plasmid list. Plasmids used during this analysis are summarized in S3 Table.
(DOCX)
Acknowledgments
We thank Jakub Kaplan for help with immunofluorescence, Hans Hombauer, Richard Kolod-
ner, Xiaolan Zhao, Robert J. Couch and Marco Foiani for reagents. Support by the IMB media
core facility is gratefully acknowledged.
Author Contributions
Conceptualization: Juan Lafuente-Barquero, Sarah Luke-Glaser, Bele´n Go´mez-Gonza´lez,
Michael Lisby, Andre´s Aguilera, Brian Luke.
The role of Mph1 in concert with Smc5/6 at RNA-DNA hybrids
PLOS Genetics | https://doi.org/10.1371/journal.pgen.1007136 December 27, 2017 19 / 25
Data curation: Juan Lafuente-Barquero, Sarah Luke-Glaser, Marco Graf, Sonia Silva, Bele´n
Go´mez-Gonza´lez, Michael Lisby, Andre´s Aguilera, Brian Luke.
Formal analysis: Juan Lafuente-Barquero, Sarah Luke-Glaser, Marco Graf, Sonia Silva, Bele´n
Go´mez-Gonza´lez, Arianna Lockhart, Michael Lisby, Andre´s Aguilera, Brian Luke.
Funding acquisition: Michael Lisby, Andre´s Aguilera, Brian Luke.
Investigation: Juan Lafuente-Barquero, Sarah Luke-Glaser, Marco Graf, Sonia Silva, Bele´n
Go´mez-Gonza´lez, Arianna Lockhart, Andre´s Aguilera, Brian Luke.
Methodology: Juan Lafuente-Barquero, Sarah Luke-Glaser, Bele´n Go´mez-Gonza´lez, Michael
Lisby.
Project administration: Andre´s Aguilera, Brian Luke.
Resources: Brian Luke.
Supervision: Michael Lisby, Andre´s Aguilera, Brian Luke.
Validation: Juan Lafuente-Barquero, Sarah Luke-Glaser, Marco Graf, Sonia Silva, Bele´n
Go´mez-Gonza´lez, Arianna Lockhart, Michael Lisby.
Visualization: Andre´s Aguilera.
Writing – original draft: Juan Lafuente-Barquero, Sarah Luke-Glaser, Bele´n Go´mez-Gonza´-
lez, Andre´s Aguilera, Brian Luke.
Writing – review & editing: Juan Lafuente-Barquero, Sarah Luke-Glaser, Bele´n Go´mez-Gon-
za´lez, Michael Lisby, Andre´s Aguilera, Brian Luke.
References
1. Santos-Pereira JM, Aguilera A. R loops: new modulators of genome dynamics and function. Nature
reviews Genetics. 2015; 16(10):583–97. Epub 2015/09/16. https://doi.org/10.1038/nrg3961 PMID:
26370899.
2. Aguilera A, Garcia-Muse T. R loops: from transcription byproducts to threats to genome stability. Molec-
ular Cell. 2012; 46(2):115–24. Epub 2012/05/01. https://doi.org/10.1016/j.molcel.2012.04.009 PMID:
22541554.
3. Gomez-Gonzalez B, Garcia-Rubio M, Bermejo R, Gaillard H, Shirahige K, Marin A, et al. Genome-wide
function of THO/TREX in active genes prevents R-loop-dependent replication obstacles. The EMBO
Journal. 2011; 30(15):3106–19. Epub 2011/06/28. doi: emboj2011206 [pii] https://doi.org/10.1038/
emboj.2011.206 PMID: 21701562; PubMed Central PMCID: PMC3160181.
4. Poveda AM, Le Clech M, Pasero P. Transcription and replication: Breaking the rules of the road causes
genomic instability. Transcr. 2010; 1(2):99–102. Epub 2011/02/18. https://doi.org/10.4161/trns.1.2.
12665 PMID: 21326900; PubMed Central PMCID: PMC3023637.
5. Castellano-Pozo M, Santos-Pereira JM, Rondon AG, Barroso S, Andujar E, Perez-Alegre M, et al. R
loops are linked to histone h3 s10 phosphorylation and chromatin condensation. Molecular Cell. 2013;
52(4):583–90. Epub 2013/11/12. https://doi.org/10.1016/j.molcel.2013.10.006 PMID: 24211264.
6. Crouch RJ. Ribonuclease H: from discovery to 3D structure. The New Biologist. 1990; 2(9):771–7.
Epub 1990/09/01. PMID: 2177653.
7. Cerritelli SM, Crouch RJ. Ribonuclease H: the enzymes in eukaryotes. The FEBS Journal. 2009; 276
(6):1494–505. Epub 2009/02/21. https://doi.org/10.1111/j.1742-4658.2009.06908.x PMID: 19228196;
PubMed Central PMCID: PMC2746905.
8. Crow YJ, Leitch A, Hayward BE, Garner A, Parmar R, Griffith E, et al. Mutations in genes encoding ribo-
nuclease H2 subunits cause Aicardi-Goutieres syndrome and mimic congenital viral brain infection.
Nature Genetics. 2006; 38(8):910–6. Epub 2006/07/18. https://doi.org/10.1038/ng1842 PMID:
16845400.
9. Huertas P, Aguilera A. Cotranscriptionally formed DNA:RNA hybrids mediate transcription elongation
impairment and transcription-associated recombination. Molecular Cell. 2003; 12(3):711–21. PMID:
14527416.
The role of Mph1 in concert with Smc5/6 at RNA-DNA hybrids
PLOS Genetics | https://doi.org/10.1371/journal.pgen.1007136 December 27, 2017 20 / 25
10. Boule JB, Zakian VA. The yeast Pif1p DNA helicase preferentially unwinds RNA DNA substrates.
Nucleic Acids Research. 2007; 35(17):5809–18. https://doi.org/10.1093/nar/gkm613 PMID: 17720711.
11. Mischo HE, Gomez-Gonzalez B, Grzechnik P, Rondon AG, Wei W, Steinmetz L, et al. Yeast Sen1 heli-
case protects the genome from transcription-associated instability. Molecular Cell. 2011; 41(1):21–32.
Epub 2011/01/08. doi: S1097-2765(10)00963-9 [pii] https://doi.org/10.1016/j.molcel.2010.12.007
PMID: 21211720.
12. Skourti-Stathaki K, Proudfoot NJ, Gromak N. Human senataxin resolves RNA/DNA hybrids formed at
transcriptional pause sites to promote Xrn2-dependent termination. Molecular Cell. 2011; 42(6):794–
805. Epub 2011/06/28. doi: S1097-2765(11)00372-8 [pii] https://doi.org/10.1016/j.molcel.2011.04.026
PMID: 21700224; PubMed Central PMCID: PMC3145960.
13. Sollier J, Stork CT, Garcia-Rubio ML, Paulsen RD, Aguilera A, Cimprich KA. Transcription-coupled
nucleotide excision repair factors promote R-loop-induced genome instability. Molecular Cell. 2014; 56
(6):777–85. Epub 2014/12/02. https://doi.org/10.1016/j.molcel.2014.10.020 PMID: 25435140; PubMed
Central PMCID: PMC4272638.
14. Hodroj D, Recolin B, Serhal K, Martinez S, Tsanov N, Abou Merhi R, et al. An ATR-dependent function
for the Ddx19 RNA helicase in nuclear R-loop metabolism. The EMBO Journal. 2017. https://doi.org/10.
15252/embj.201695131 PMID: 28314779.
15. Sridhara SC, Carvalho S, Grosso AR, Gallego-Paez LM, Carmo-Fonseca M, de Almeida SF. Transcrip-
tion Dynamics Prevent RNA-Mediated Genomic Instability through SRPK2-Dependent DDX23 Phos-
phorylation. Cell Reports. 2017; 18(2):334–43. Epub 2017/01/12. https://doi.org/10.1016/j.celrep.2016.
12.050 PMID: 28076779.
16. Li L, Poon HY, Hildebrandt MR, Monckton EA, Germain DR, Fahlman RP, et al. Role for RIF1-interact-
ing partner DDX1 in BLM recruitment to DNA double-strand breaks. DNA Repair. 2017; 55:47–63.
Epub 2017/05/26. https://doi.org/10.1016/j.dnarep.2017.05.001 PMID: 28544931.
17. Song C, Hotz-Wagenblatt A, Voit R, Grummt I. SIRT7 and the DEAD-box helicase DDX21 cooperate to
resolve genomic R loops and safeguard genome stability. Genes & Development. 2017. Epub 2017/08/
10. https://doi.org/10.1101/gad.300624.117 PMID: 28790157; PubMed Central PMCID:
PMCPMC5580657.
18. Arora R, Lee Y, Wischnewski H, Brun CM, Schwarz T, Azzalin CM. RNaseH1 regulates TERRA-telo-
meric DNA hybrids and telomere maintenance in ALT tumour cells. Nature Communications. 2014;
5:5220. Epub 2014/10/22. https://doi.org/10.1038/ncomms6220 PMID: 25330849; PubMed Central
PMCID: PMC4218956.
19. Yu TY, Kao YW, Lin JJ. Telomeric transcripts stimulate telomere recombination to suppress senes-
cence in cells lacking telomerase. Proceedings of the National Academy of Sciences of the United
States of America. 2014. Epub 2014/02/20. https://doi.org/10.1073/pnas.1307415111 PMID:
24550456.
20. Balk B, Maicher A, Dees M, Klermund J, Luke-Glaser S, Bender K, et al. Telomeric RNA-DNA hybrids
affect telomere-length dynamics and senescence. Nature Structural & Molecular Biology. 2013; 20
(10):1199–205. Epub 2013/09/10. https://doi.org/10.1038/nsmb.2662 PMID: 24013207.
21. Luke B, Lingner J. TERRA: telomeric repeat-containing RNA. The EMBO Journal. 2009; 28(17):2503–
10. Epub 2009/07/25. doi: emboj2009166 [pii] https://doi.org/10.1038/emboj.2009.166 PMID:
19629047; PubMed Central PMCID: PMC2722245.
22. Cusanelli E, Romero CA, Chartrand P. Telomeric Noncoding RNA TERRA Is Induced by Telomere
Shortening to Nucleate Telomerase Molecules at Short Telomeres. Molecular Cell. 2013; 51(6):780–
91. Epub 2013/10/01. https://doi.org/10.1016/j.molcel.2013.08.029 PMID: 24074956.
23. Arnoult N, Van Beneden A, Decottignies A. Telomere length regulates TERRA levels through increased
trimethylation of telomeric H3K9 and HP1alpha. Nature Structural & Molecular Biology. 2012; 19
(9):948–56. Epub 2012/08/28. https://doi.org/10.1038/nsmb.2364 PMID: 22922742.
24. Moravec M, Wischnewski H, Bah A, Hu Y, Liu N, Lafranchi L, et al. TERRA promotes telomerase-medi-
ated telomere elongation in Schizosaccharomyces pombe. EMBO Reports. 2016; 17(7):999–1012.
Epub 2016/05/08. https://doi.org/10.15252/embr.201541708 PMID: 27154402; PubMed Central
PMCID: PMC4931564.
25. Graf M, Bonetti D, Lockhart A, Serhal K, Kellner V, Maicher A, et al. Telomere Length Determines
TERRA and R-Loop Regulation through the Cell Cycle. Cell. 2017; 170(1):72–85 e14. Epub 2017/07/
01. https://doi.org/10.1016/j.cell.2017.06.006 PMID: 28666126.
26. Garcia-Rubio ML, Perez-Calero C, Barroso SI, Tumini E, Herrera-Moyano E, Rosado IV, et al. The Fan-
coni Anemia Pathway Protects Genome Integrity from R-loops. PLoS Genetics. 2015; 11(11):
e1005674. Epub 2015/11/20. https://doi.org/10.1371/journal.pgen.1005674 PMID: 26584049; PubMed
Central PMCID: PMC4652862.
The role of Mph1 in concert with Smc5/6 at RNA-DNA hybrids
PLOS Genetics | https://doi.org/10.1371/journal.pgen.1007136 December 27, 2017 21 / 25
27. Schwab RA, Nieminuszczy J, Shah F, Langton J, Lopez Martinez D, Liang CC, et al. The Fanconi Ane-
mia Pathway Maintains Genome Stability by Coordinating Replication and Transcription. Molecular
Cell. 2015; 60(3):351–61. Epub 2015/11/26. https://doi.org/10.1016/j.molcel.2015.09.012 PMID:
26593718; PubMed Central PMCID: PMC4644232.
28. Whitby MC. The FANCM family of DNA helicases/translocases. DNA Repair. 2010; 9(3):224–36. Epub
2010/02/02. doi: S1568-7864(09)00340-1 [pii] https://doi.org/10.1016/j.dnarep.2009.12.012 PMID:
20117061.
29. Xue X, Choi K, Bonner J, Chiba T, Kwon Y, Xu Y, et al. Restriction of replication fork regression activities
by a conserved SMC complex. Molecular Cell. 2014; 56(3):436–45. Epub 2014/12/03. https://doi.org/
10.1016/j.molcel.2014.09.013 PMID: 25439736; PubMed Central PMCID: PMC4268010.
30. Banerjee S, Smith S, Oum JH, Liaw HJ, Hwang JY, Sikdar N, et al. Mph1p promotes gross chromo-
somal rearrangement through partial inhibition of homologous recombination. The Journal of Cell Biol-
ogy. 2008; 181(7):1083–93. Epub 2008/07/02. https://doi.org/10.1083/jcb.200711146 PMID:
18591428; PubMed Central PMCID: PMC2442200.
31. Schurer KA, Rudolph C, Ulrich HD, Kramer W. Yeast MPH1 gene functions in an error-free DNA dam-
age bypass pathway that requires genes from Homologous recombination, but not from postreplicative
repair. Genetics. 2004; 166(4):1673–86. Epub 2004/05/06. doi: 166/4/1673 [pii]. PMID: 15126389;
PubMed Central PMCID: PMC1470801.
32. Allen-Soltero S, Martinez SL, Putnam CD, Kolodner RD. A saccharomyces cerevisiae RNase H2 inter-
action network functions to suppress genome instability. Molecular and Cellular Biology. 2014; 34
(8):1521–34. Epub 2014/02/20. https://doi.org/10.1128/MCB.00960-13 PMID: 24550002; PubMed
Central PMCID: PMC3993591.
33. Choi K, Szakal B, Chen YH, Branzei D, Zhao X. The Smc5/6 complex and Esc2 influence multiple repli-
cation-associated recombination processes in Saccharomyces cerevisiae. Molecular Biology of the
Cell. 2010; 21(13):2306–14. Epub 2010/05/07. https://doi.org/10.1091/mbc.E10-01-0050 PMID:
20444977; PubMed Central PMCID: PMC2893993.
34. Chen YH, Choi K, Szakal B, Arenz J, Duan X, Ye H, et al. Interplay between the Smc5/6 complex and
the Mph1 helicase in recombinational repair. Proceedings of the National Academy of Sciences of the
United States of America. 2009; 106(50):21252–7. Epub 2009/12/10. doi: 0908258106 [pii] https://doi.
org/10.1073/pnas.0908258106 PMID: 19995966; PubMed Central PMCID: PMC2795505.
35. Chavez A, Agrawal V, Johnson FB. Homologous recombination-dependent rescue of deficiency in the
structural maintenance of chromosomes (SMC) 5/6 complex. The Journal of Ciological Chemistry.
2010. Epub 2010/12/09. doi: M110.201608 [pii] https://doi.org/10.1074/jbc.M110.201608 PMID:
21138837.
36. Murray JM, Carr AM. Smc5/6: a link between DNA repair and unidirectional replication? Nature Reviews
Molecular Cell Biology. 2008; 9(2):177–82. Epub 2007/12/07. https://doi.org/10.1038/nrm2309 PMID:
18059412.
37. Chavez A, George V, Agrawal V, Johnson FB. Sumoylation and the structural maintenance of chromo-
somes (Smc) 5/6 complex slow senescence through recombination intermediate resolution. The Jour-
nal of Biological Chemistry. 2010; 285(16):11922–30. Epub 2010/02/18. doi: M109.041277 [pii] https://
doi.org/10.1074/jbc.M109.041277 PMID: 20159973; PubMed Central PMCID: PMC2852929.
38. Noel JF, Wellinger RJ. Abrupt telomere losses and reduced end-resection can explain accelerated
senescence of Smc5/6 mutants lacking telomerase. DNA Repair. 2010. Epub 2010/12/31. doi: S1568–
7864(10)00387-3 [pii] https://doi.org/10.1016/j.dnarep.2010.11.010 PMID: 21190904.
39. Luke-Glaser S, Luke B. The Mph1 helicase can promote telomere uncapping and premature senes-
cence in budding yeast. PloS One. 2012; 7(7):e42028. Epub 2012/08/01. https://doi.org/10.1371/
journal.pone.0042028 PMID: 22848695; PubMed Central PMCID: PMC3407055.
40. Hombauer H, Srivatsan A, Putnam CD, Kolodner RD. Mismatch repair, but not heteroduplex rejection,
is temporally coupled to DNA replication. Science. 2011; 334(6063):1713–6. Epub 2011/12/24. https://
doi.org/10.1126/science.1210770 PMID: 22194578; PubMed Central PMCID: PMC3806717.
41. Nick McElhinny SA, Watts BE, Kumar D, Watt DL, Lundstrom EB, Burgers PM, et al. Abundant ribonu-
cleotide incorporation into DNA by yeast replicative polymerases. Proceedings of the National Academy
of Sciences of the United States of America. 2010; 107(11):4949–54. Epub 2010/03/03. https://doi.org/
10.1073/pnas.0914857107 PMID: 20194773; PubMed Central PMCID: PMC2841928.
42. Nick McElhinny SA, Kumar D, Clark AB, Watt DL, Watts BE, Lundstrom EB, et al. Genome instability
due to ribonucleotide incorporation into DNA. Nature Chemical Biology. 2010; 6(10):774–81. Epub
2010/08/24. https://doi.org/10.1038/nchembio.424 PMID: 20729855; PubMed Central PMCID:
PMC2942972.
The role of Mph1 in concert with Smc5/6 at RNA-DNA hybrids
PLOS Genetics | https://doi.org/10.1371/journal.pgen.1007136 December 27, 2017 22 / 25
43. Chon H, Sparks JL, Rychlik M, Nowotny M, Burgers PM, Crouch RJ, et al. RNase H2 roles in genome
integrity revealed by unlinking its activities. Nucleic Acids Research. 2013; 41(5):3130–43. Epub 2013/
01/29. https://doi.org/10.1093/nar/gkt027 PMID: 23355612; PubMed Central PMCID: PMC3597693.
44. Huang SN, Williams JS, Arana ME, Kunkel TA, Pommier Y. Topoisomerase I-mediated cleavage at
unrepaired ribonucleotides generates DNA double-strand breaks. The EMBO Journal. 2017; 36
(3):361–73. Epub 2016/12/10. https://doi.org/10.15252/embj.201592426 PMID: 27932446.
45. Williams JS, Smith DJ, Marjavaara L, Lujan SA, Chabes A, Kunkel TA. Topoisomerase 1-mediated
removal of ribonucleotides from nascent leading-strand DNA. Molecular Cell. 2013; 49(5):1010–5.
Epub 2013/02/05. https://doi.org/10.1016/j.molcel.2012.12.021 PMID: 23375499; PubMed Central
PMCID: PMC3595360.
46. Prado F, Piruat JI, Aguilera A. Recombination between DNA repeats in yeast hpr1delta cells is linked to
transcription elongation. The EMBO Journal. 1997; 16(10):2826–35. https://doi.org/10.1093/emboj/16.
10.2826 PMID: 9184227; PubMed Central PMCID: PMCPMC1169891.
47. Garcia-Pichardo D, Canas JC, Garcia-Rubio ML, Gomez-Gonzalez B, Rondon AG, Aguilera A. Histone
Mutants Separate R Loop Formation from Genome Instability Induction. Molecular Cell. 2017; 66
(5):597–609 e5. https://doi.org/10.1016/j.molcel.2017.05.014 PMID: 28575656.
48. Iglesias N, Redon S, Pfeiffer V, Dees M, Lingner J, Luke B. Subtelomeric repetitive elements determine
TERRA regulation by Rap1/Rif and Rap1/Sir complexes in yeast. EMBO Reports. 2011; 12(6):587–93.
Epub 2011/04/29. https://doi.org/10.1038/embor.2011.73 PMID: 21525956; PubMed Central PMCID:
PMC3128280.
49. Pfeiffer V, Crittin J, Grolimund L, Lingner J. The THO complex component Thp2 counteracts telomeric
R-loops and telomere shortening. The EMBO Journal. 2013; 32(21):2861–71. Epub 2013/10/03.
https://doi.org/10.1038/emboj.2013.217 PMID: 24084588.
50. Khadaroo B, Teixeira MT, Luciano P, Eckert-Boulet N, Germann SM, Simon MN, et al. The DNA dam-
age response at eroded telomeres and tethering to the nuclear pore complex. Nature Cell Biology.
2009; 11(8):980–7. Epub 2009/07/15. doi: ncb1910 [pii] https://doi.org/10.1038/ncb1910 PMID:
19597487.
51. Xue X, Papusha A, Choi K, Bonner JN, Kumar S, Niu H, et al. Differential regulation of the anti-cross-
over and replication fork regression activities of Mph1 by Mte1. Genes & Development. 2016; 30
(6):687–99. Epub 2016/03/12. https://doi.org/10.1101/gad.276139.115 PMID: 26966246; PubMed Cen-
tral PMCID: PMC4803054.
52. Choi K, Szakal B, Chen YH, Branzei D, Zhao X. The Smc5/6 Complex and Esc2 Influence Multiple Rep-
lication-associated Recombination Processes in Saccharomyces cerevisiae. Molecular Biology of the
Cell. 2010. Epub 2010/05/07. doi: E10-01-0050 [pii] https://doi.org/10.1091/mbc.E10-01-0050 PMID:
20444977.
53. De Piccoli G, Cortes-Ledesma F, Ira G, Torres-Rosell J, Uhle S, Farmer S, et al. Smc5-Smc6 mediate
DNA double-strand-break repair by promoting sister-chromatid recombination. Nature Cell Biology.
2006; 8(9):1032–4. Epub 2006/08/08. doi: ncb1466 [pii] https://doi.org/10.1038/ncb1466 PMID:
16892052.
54. Menolfi D, Delamarre A, Lengronne A, Pasero P, Branzei D. Essential Roles of the Smc5/6 Complex in
Replication through Natural Pausing Sites and Endogenous DNA Damage Tolerance. Molecular Cell.
2015; 60(6):835–46. Epub 2015/12/25. https://doi.org/10.1016/j.molcel.2015.10.023 PMID: 26698660;
PubMed Central PMCID: PMC4691243.
55. Costanzo M, Baryshnikova A, Bellay J, Kim Y, Spear ED, Sevier CS, et al. The genetic landscape of a
cell. Science. 2010; 327(5964):425–31. Epub 2010/01/23. doi: 327/5964/425 [pii] https://doi.org/10.
1126/science.1180823 PMID: 20093466.
56. Torres-Rosell J, Sunjevaric I, De Piccoli G, Sacher M, Eckert-Boulet N, Reid R, et al. The Smc5-Smc6
complex and SUMO modification of Rad52 regulates recombinational repair at the ribosomal gene
locus. Nature Cell Biology. 2007; 9(8):923–31. Epub 2007/07/24. doi: ncb1619 [pii] https://doi.org/10.
1038/ncb1619 PMID: 17643116.
57. El Hage A, French SL, Beyer AL, Tollervey D. Loss of Topoisomerase I leads to R-loop-mediated tran-
scriptional blocks during ribosomal RNA synthesis. Genes & Development. 2010; 24(14):1546–58.
Epub 2010/07/17. https://doi.org/10.1101/gad.573310 PMID: 20634320; PubMed Central PMCID:
PMC2904944.
58. Moradi-Fard S, Sarthi J, Tittel-Elmer M, Lalonde M, Cusanelli E, Chartrand P, et al. Smc5/6 Is a Telo-
mere-Associated Complex that Regulates Sir4 Binding and TPE. PLoS Genetics. 2016; 12(8):
e1006268. Epub 2016/08/27. https://doi.org/10.1371/journal.pgen.1006268 PMID: 27564449; PubMed
Central PMCID: PMC5001636.
The role of Mph1 in concert with Smc5/6 at RNA-DNA hybrids
PLOS Genetics | https://doi.org/10.1371/journal.pgen.1007136 December 27, 2017 23 / 25
59. Neelsen KJ, Lopes M. Replication fork reversal in eukaryotes: from dead end to dynamic response.
Nature Reviews Molecular Cell Biology. 2015; 16(4):207–20. Epub 2015/02/26. https://doi.org/10.1038/
nrm3935 PMID: 25714681.
60. Bubeck D, Reijns MA, Graham SC, Astell KR, Jones EY, Jackson AP. PCNA directs type 2 RNase H
activity on DNA replication and repair substrates. Nucleic Acids Research. 2011; 39(9):3652–66. Epub
2011/01/20. https://doi.org/10.1093/nar/gkq980 PMID: 21245041; PubMed Central PMCID:
PMC3089482.
61. Zheng XF, Prakash R, Saro D, Longerich S, Niu H, Sung P. Processing of DNA structures via DNA
unwinding and branch migration by the S. cerevisiae Mph1 protein. DNA Repair. 2011; 10(10):1034–
43. Epub 2011/09/02. https://doi.org/10.1016/j.dnarep.2011.08.002 PMID: 21880555; PubMed Central
PMCID: PMC3185188.
62. Nguyen HD, Yadav T, Giri S, Saez B, Graubert TA, Zou L. Functions of Replication Protein A as a Sen-
sor of R Loops and a Regulator of RNaseH1. Molecular Cell. 2017; 65(5):832–47 e4. Epub 2017/03/05.
https://doi.org/10.1016/j.molcel.2017.01.029 PMID: 28257700.
63. Silva S, Altmannova V, Luke-Glaser S, Henriksen P, Gallina I, Yang X, et al. Mte1 interacts with Mph1
and promotes crossover recombination and telomere maintenance. Genes & Development. 2016; 30
(6):700–17. Epub 2016/03/12. https://doi.org/10.1101/gad.276204.115 PMID: 26966248; PubMed Cen-
tral PMCID: PMC4803055.
64. Luke-Glaser S, Luke B, Grossi S, Constantinou A. FANCM regulates DNA chain elongation and is stabi-
lized by S-phase checkpoint signalling. The EMBO Journal. 2010; 29(4):795–805. Epub 2009/12/17.
doi: emboj2009371 [pii] https://doi.org/10.1038/emboj.2009.371 PMID: 20010692; PubMed Central
PMCID: PMC2829158.
65. Sollier J, Cimprich KA. Breaking bad: R-loops and genome integrity. Trends in Cell Biology. 2015; 25
(9):514–22. Epub 2015/06/06. https://doi.org/10.1016/j.tcb.2015.05.003 PMID: 26045257; PubMed
Central PMCID: PMC4554970.
66. Marinello J, Chillemi G, Bueno S, Manzo SG, Capranico G. Antisense transcripts enhanced by camp-
tothecin at divergent CpG-island promoters associated with bursts of topoisomerase I-DNA cleavage
complex and R-loop formation. Nucleic Acids Research. 2013; 41(22):10110–23. Epub 2013/09/04.
https://doi.org/10.1093/nar/gkt778 PMID: 23999093; PubMed Central PMCID: PMC3905886.
67. Sherman F, Fink GR, Hicks JB. Methods in Yeast Genetics: A Laboratory Manual Cold Spring Harbor,
New York: Cold Spring Harbor Lab; 1986.
68. Zhao XL, Muller EGD, Rothstein R. A suppressor of two essential checkpoint genes identifies a novel
protein that negatively affects dNTP pools. Molecular Cell. 1998; 2(3):329–40. https://doi.org/10.1016/
S1097-2765(00)80277-4 PubMed PMID: ISI:000076189700005. PMID: 9774971
69. Thomas BJ, Rothstein R. Elevated Recombination Rates in Transcriptionally Active DNA. Cell. 1989;
56(4):619–30. https://doi.org/10.1016/0092-8674(89)90584-9 PubMed PMID: ISI:A1989T405100011.
PMID: 2645056
70. Reid RJ, Lisby M, Rothstein R. Cloning-free genome alterations in Saccharomyces cerevisiae using
adaptamer-mediated PCR. Methods Enzymol. 2002; 350:258–77. Epub 2002/06/21. PMID: 12073317.
71. Silva S, Gallina I, Eckert-Boulet N, Lisby M. Live cell microscopy of DNA damage response in Saccharo-
myces cerevisiae. Methods Mol Biol. 2012; 920:433–43. Epub 2012/09/04. https://doi.org/10.1007/978-
1-61779-998-3_30 PMID: 22941621.
72. Eckert-Boulet N, Rothstein R, Lisby M. Cell biology of homologous recombination in yeast. Methods
Mol Biol. 2011; 745:523–36. Epub 2011/06/11. https://doi.org/10.1007/978-1-61779-129-1_30 PMID:
21660714.
73. Heim R, Tsien RY. Engineering green fluorescent protein for improved brightness, longer wavelengths
and fluorescence resonance energy transfer. Curr Biol. 1996; 6(2):178–82. PMID: 8673464
74. Ormo M, Cubitt AB, Kallio K, Gross LA, Tsien RY, Remington SJ. Crystal structure of the Aequorea vic-
toria green fluorescent protein [see comments]. Science. 1996; 273(5280):1392–5. PMID: 8703075
75. Keppler-Ross S, Noffz C, Dean N. A new purple fluorescent color marker for genetic studies in Saccha-
romyces cerevisiae and Candida albicans. Genetics. 2008; 179(1):705–10. Epub 2008/05/22. doi: 179/
1/705 [pii] https://doi.org/10.1534/genetics.108.087080 PMID: 18493083; PubMed Central PMCID:
PMC2390648.
76. Lisby M, Rothstein R, Mortensen UH. Rad52 forms DNA repair and recombination centers during S
phase. Proceedings of the National Academy of Sciences of the United States of America. 2001; 98
(15):8276–82. https://doi.org/10.1073/pnas.121006298 PMID: 11459964; PubMed Central PMCID:
PMCPMC37432.
77. Aguilera A, Klein HL. Genetic and molecular analysis of recombination events in Saccharomyces cere-
visiae occurring in the presence of the hyper-recombination mutation hpr1. Genetics. 1989; 122
(3):503–17. Epub 1989/07/01. PMID: 2668113; PubMed Central PMCID: PMC1203725.
The role of Mph1 in concert with Smc5/6 at RNA-DNA hybrids
PLOS Genetics | https://doi.org/10.1371/journal.pgen.1007136 December 27, 2017 24 / 25
78. Klermund J, Bender K, Luke B. High nutrient levels and TORC1 activity reduce cell viability following
prolonged telomere dysfunction and cell cycle arrest. Cell Reports. 2014; 9(1):324–35. Epub 2014/09/
30. https://doi.org/10.1016/j.celrep.2014.08.053 PMID: 25263563.
79. Chan YA, Aristizabal MJ, Lu PY, Luo Z, Hamza A, Kobor MS, et al. Genome-wide profiling of yeast
DNA:RNA hybrid prone sites with DRIP-chip. PLoS Genetics. 2014; 10(4):e1004288. Epub 2014/04/20.
https://doi.org/10.1371/journal.pgen.1004288 PMID: 24743342; PubMed Central PMCID:
PMC3990523.
80. Schmitt ME, Brown TA, Trumpower BL. A rapid and simple method for preparation of RNA from Sac-
charomyces cerevisiae. Nucleic Acids Research. 1990; 18(10):3091–2. PMID: 2190191.
81. Iglesias N, Redon S, Pfeiffer V, Dees M, Lingner J, Luke B. Subtelomeric repetitive elements determine
TERRA regulation by Rap1/Rif and Rap1/Sir complexes in yeast. EMBO Reports. 2011; 12:587–93.
Epub 2011/04/29. doi: embor201173 [pii] https://doi.org/10.1038/embor.2011.73 PMID: 21525956.
The role of Mph1 in concert with Smc5/6 at RNA-DNA hybrids
PLOS Genetics | https://doi.org/10.1371/journal.pgen.1007136 December 27, 2017 25 / 25
